. Effect of KLF4 on RANKL mRNA induction by various stimulators. Osteoblasts were transduced with pMX-IRES-EGFP (control) or KLF4 retrovirus and stimulated with PTH (10 nM), TNF (20 ng/ml), IL-1 (20 ng/ml), or Vitamin D 3 (10 nM) for 2 d. mRNA expression of Tnfsf11 (RANKL) was assessed by quantitative real-time PCR. Data represent means ± SDs of triplicate samples. # , P < 0.05; *, P < 0.01; **, P < 0.001 versus control. Figure S2 . Inhibition of DNA binding activity of Runx2 by KLF4. (A) Osteoblasts were cultured with osteogenic medium containing BMP2 (100 ng/ml), ascorbic acid (50 µg/ml), and -glycerophosphate (100 mM) for 5 d. Cultured cells were lysed and cell lysates were immunoprecipitated (IP) with rabbit polyclonal anti-KLF4 antibodies, followed by immunoblot (IB) with the indicated antibodies. (B) Osteoblasts were transduced with pMX-IRES-EGFP (Con) or KLF4 retrovirus and cultured with osteogenic medium for 5 d. After cross-linking, samples were immunoprecipitated with rabbit polyclonal anti-Runx2 antibodies. The precipitated DNA was subjected to PCR with primers specific to the AP or BSP promoter region containing Runx2 binding sites. Table S1 shows the microarray data at day 4 of co-culture of mouse bone marrow cells and osteoblasts treated with 1,25(OH) 2 D 3 versus without 1,25(OH) 2 D 3 , and is provided as a PDF. Figure S3 . KLF deficiency in long bone results in increased RANKL expression. Total RNA was harvested from long bone of control or KLF4 conditional knockout mice. (A) mRNA expression of Klf4 was assessed by quantitative real-time PCR. (B) mRNA expression of Tnfsf11 (RANKL) was assessed by quantitative real-time PCR. (C) mRNA expression of cathepsin K (Ctsk) was assessed by quantitative real-time PCR. Data represent means ± SDs. *, P < 0.01; **, P < 0.001 versus control. Figure S4 . Increase of osteocalcin expression by KLF4. (A) Osteoblasts were cultured with osteogenic medium containing BMP2 (100 ng/ml), ascorbic acid (50 µg /ml), and -glycerophosphate (100 mM) for the indicated times. (B) Osteoblasts were transduced with pMX-IRES-EGFP (Control) or KLF4 retrovirus and cultured with osteogenic medium for the indicated times. (C) Osteoblasts were transduced with pSuper (Control) or shKLF4 retrovirus and cultured with osteogenic medium for the indicated times. (A-C) Quantitative real-time PCR was performed for the mRNA expression of osteocalcin (Bglap). Data represent means ± SDs of triplicate samples. # , P < 0.05; *, P < 0.01; **, P < 0.001 versus control. 
